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They were then put back into vials and processed as described above. Results are expressed as percentage of infected flies at different time points after infection. Each experiment is representative of at least three independent experiments.
Quantitative reverse-transcription PCR (Q-RT-PCR)
Samples of 5 flies were frozen in liquid nitrogen and crushed with a Mixer Mill 300 (Retch) twice for 60 seconds at 25 Hz. Total RNA was then prepared using the RNeasy kit (Qiagen) or the nucleospin kit (Macherey Nagel) and RNAs eluted in 100 µl of RNase free water. 2 µl were then used in a Reverse Transcription reaction using Superscript II reverse transcriptase (Invitrogen) and random primers (Invitrogen) according to the supplier's instructions. The cDNAs were then diluted to a proper concentration so that the subsequent PCR reactions would not be inhibited by components of the RT preparation.
PCR reactions were set up using the qPCR kit (Eurogentec) and in a 1/50000 to 1/75,000 final concentration of SYBRGreen. Real-time PCR was then performed in 96-well plates on an i-cycler iQ (Biorad); usual PCR conditions: preincubation at 95°C, 40 cycles: 15 sec at 95°C, 1 minute at 60°C. PCR reactions were done in duplicates; to check for specificity of the PCR reaction, melting curves were analyzed for each data point. The were generated using standard crosses. We usually checked the overexpression of a gene by Q-RT-PCR using the relevant primer sets (see above).
Hemolymph transfer experiments
Hemolymph was collected from a single fly by pricking with an empty capillary mounted on a Nanoject II (Drummond Scientific). The collected hemolymph was then directly injected into a single recipient. Recipients were left to recover for 30-60 minutes at 22°C before undergoing an immune challenge. Flies were then incubated for another 24 hours at 25°C. We cannot fully exclude that blood cells are not transferred when using this procedure. Indeed, we could detect a few cells after DAPI (4',6-Diamidino-2-phenylindole) staining of the collected hemolymph. To exclude the possibility that the rescuing activity was carried by hemocytes, we collected the hemolymph of 50 flies on 0.1% poly-L-lysine-coated PCR tubes on ice. The tube was centrifuged at 2000g for 10 minutes at 4°C. The supernatant was carefully collected. We could not detect any blood cell by DAPI staining. The cleared supernatant could rescue the GNBP1 osi mutant phenotype as well as hemolymph transferred directly into a recipient (data not shown).
Polyacrylamide gel electrophoresis and Western blotting under native conditions
Batches of 10 flies from each experimental group were homogenized in PBS (pH 6.8) plus protease inhibitors for 10 minutes at +4°C. After centrifugation, equal protein amounts of the supernatant were separated on 8% polyacrylamide gels under nondenaturing conditions. The proteins were transferred to a nitrocellulose membrane under native conditions. Membranes were dried out for 15 minutes at room temperature, blocked using 5% fat dry milk in PBST (PBS, 0.1% Tween 20) for two hours at 21°C.
The blots were then incubated with antiPGRP-SA antibodies in PBST+5% fat dry milk overnight at +4°C, followed by horseradish peroxidase-conjugated goat anti-rabbit IgG polyclonal antibodies (one hour at 21°C) and detected by enhanced chemiluminescence according to the manufacturer's instructions. Bound antibodies were removed from the membrane by incubation in 25 mM glycine-HCl, pH 2.2, 0.7% SDS for 30 minutes at 21°C and probed again with anti-GNBP1 polyclonal antibodies. The PGRP-SA-specific antibody has been raised against a C-terminal peptide (QQGELSEDYALIAGS) in rabbit.
It recognizes a band of the expected size (22 kD) after SDS-PAGE electrophoresis and
Western blotting of whole flies or hemolymph extracts.
Supporting Text
Members of the GNBP/ß(1,3)-Glucan Recognition Proteins (ßGRP) were originally isolated biochemically from lepidopterans (6-9). Bombyx mori GNBP was identified as a protein binding Gram-negative bacteria whereas ßGRPs from B. mori and Manduca sexta were purified as proteins binding ß-(1,3)-glucan. Members of this family are characterized by an N-terminal glucan binding domain (8, 9 ) and a C-terminal half domain that bears homology to bacterial glucanases. However, essential catalytic residues have not been conserved in many insect GNBP/ßGRP proteins, suggesting that this domain has been selected for its recognition function (10) . However, the ligand of this domain in insects has not yet been identified. More divergent members have been found in several protostome species, some of which may be functional glucanases (10) (11) (12) (13) . In contrast, only one member of the family has been isolated, on the basis of its enzymatic glucanase activity, in a deuterostome species, namely the sea urchin Strongylocentrotus purpuratus (14) .
In striking contrast to the reported abilities of GNBP1 to bind to cell wall components of Gram-negative bacteria or fungi (15) Experiment 1 is presented in Fig. 1E .
